Background: In this study, we aimed to identify microRNA from urine of multiple myeloma patients that could serve as a biomarker for the disease. Results: Analysis of urine samples was performed using Serum/Plasma Focus PCR MicroRNA Panel (Exiqon) and verified using individual TaqMan miRNA assays for qPCR. We found 20 deregulated microRNA (p < 0.05); for further validation, we chose 8 of them. Nevertheless, only differences in expression levels of miR-22-3p remained close to statistical significance. Conclusions: Our preliminary results did not confirm urine microRNA as a potential biomarker for multiple myeloma.
Background
Multiple myeloma (MM) is a malignancy of plasma cells (PCs) that manifests also by renal insufficiency [1] . MicroRNAs (miRNAs) are small non-coding single stranded RNAs and important regulators of gene expression involved in MM pathogenesis [2] . Currently, research attention is focused on circulating miRNAs which can be detected in various body fluids, also in urine. Circulating miRNAs are highly stable and have the potential to become easily available minimally invasive biomarkers of the disease [3] . For MM, they would represent a new more convenient approach since painful and invasive bone marrow (BM) biopsy is used for disease diagnostics and monitoring. We hypothesized that miRNAs identified in urine of MM patients could become a completely non-invasive biomarker potentially distinguishing MM patients from healthy donors (HD).
Results and discussion
Screening of miRNA in urine revealed 20 deregulated miRNAs (p < 0.05 for all miRNAs) between MM and HD ( Fig. 1) . For further validation, we chose 8 most deregulated miRNAs between MM and HD: miR-200c-3p, miR-29b-3p, miR-29c-3p, miR-22-3p, miR-29a-3p, miR-25-3p, miR-106b-5p, miR-18a-3p (Table 1) . Expression levels of these miRNAs were further verified on a larger cohort of MM patients, RCC patients and HD. Results from validation revealed that expression levels of chosen miRNAs from urine of MM patients are not statistically different (p = 0.05) from HD and RCC patients (Fig. 2) . Results from validation did not confirm statistical significance from the screening. Only differences in expression levels of miR-22-3p between MM patients and HD in urine (p = 0.090) remained close to statistical significance (Table 2) .
Nowadays, there is increasing evidence of miRNAs importance in MM pathogenesis. MiRNA expression profiles could be useful for MM stratification, prognostic estimation, prediction of therapeutic effectiveness or disease relapse [2, 4] . Moreover, miRNAs could potentially provide deeper insight into molecular nature of the disease and help to develop miRNAs-based therapeutic agents subsequently improving patients' outcome [5] . It has been shown that circulating miRNAs found in various body fluids may serve as a new class of powerful and minimally invasive biomarkers for MM. Although several studies describing circulating miRNAs in peripheral blood of MM patients were published [6] [7] [8] , no study focused on miRNA expression profiles in urine of MM patients has been published so far.
As one of the typical clinical manifestations of MM is renal insufficiency, included as one of the 'CRAB' criteria for organ damage in MM [1] , we hypothesized that miRNAs found in urine of MM patients could serve as diagnostic biomarkers of the disease. Twenty differentially expressed miRNAs between MM and HD urine samples were identified using Serum/Plasma Focus PCR Micro-RNA Panel; out of them, eight miRNAs were chosen for further analysis. Unfortunately, none of them was assessed as significantly deregulated in a larger cohort of MM, RCC patients and HD using individual TaqMan miRNA assays. In our study, we included not only MM patients and HD, but also RCC patients to exclude miRNA that are related to kidney damage.
As no differences in miRNA expression were found in the validation phase of the study, we considered several reasons for this outcome. First reason is possible analytical difference between the screening and validation phase of our study. We believe that using different detection approaches (Serum/Plasma Focus PCR Micro-RNA Panel versus individual TaqMan miRNA assays) was not the reason for discordance between the screening and validation phase since they are both reliable methods verified by many researchers [9, 10] . Second reason is differences in sample collection and processing. We believe that the discordance was not caused by disunity of samples as they were all collected and processed in the same manner. Third possibility is using cel-miR-39 as a spike-in control for normalization. This approach is now considered a suitable approach in relative quantification [11] , and it was applied in both phases of the study. On the other hand, a small cohort of patients 
used in the screening phase may be considered a major limitation as it may not be powerful enough for identification of a biomarker. Although the cohort seems to be small, it is a standard way of identifying possible differences of miRNA expression [8, 10] . While it is possible that we could have missed some significantly differently expressed miRNAs, we found twenty miRNAs to be deregulated (p < 0.05 for all miRNAs). In the design of our study, the screening phase was not a test cohort, but a way of finding significant miRNAs which should be studied further; we believe that the screening phase fulfilled this purpose.
Another possibility to be considered is the existence of previously published work that identified urine miRNAs as markers of various diseases -such work has been done, for example in urologic cancers (reviewed in [12] ). Urinary miRNAs are easily accessible and quantifiable and thus have a great potential to become biomarkers in oncology and nephrology [12] . It has been previously published that urinary miRNAs may be used for diagnosis and monitoring of urothelial carcinoma (UC). Deregulated levels of miR-126, miR-96, miR-200 family and miR-183 family were repeatedly observed in UC patients. Also, it was observed that increased expression levels of urinary miR-15a could serve as a biomarker for benign/malignant RCC differentiation [12] .
Moreover, some of studied urinary miRNAs were previously described in MM PCs [4, 13, 14] . Members of the miR-29 family (miR-29a-3p, miR-29b-3p and miR-29c-3p) were found in MM PCs with decreased expression levels; also, presence of circulating miR29a was detected in serum of MM patients [13, 15] . Apart from hematological malignancies, increased expression levels of these miRNAs were found in RCC and decreased expression levels in diabetic nephropathy (DN) [16] .
Overexpression of cluster miR-106b-25 seems to be contributing to transformation of monoclonal gammopathy of undetermined significance (MGUS) patients to MM as its expression levels are increased in both, MGUS and MM PCs compared to HD [2] . Increased expression levels of miR-106b occur in RCC cells as well. It was suggested that expression levels of this miRNA could become a predictive biomarker for metastasis formation after surgical removal of kidneys [14] . On the other hand, miR-22 expression levels were found to be decreased in MM cell lines and were associated with 17p deletion [4] .
MiR-18a is member of the miR-17-92 cluster which is present in PCs of MM patients with higher expression levels. MiRNAs originating from this cluster of genes promote leukemogenesis. The miR-17-92 cluster is activated by Myc and subsequently downregulates proapoptotic protein Bim thus promoting MM cell proliferation and inhibition of cell apoptosis. Moreover, the miR-17-92 cluster is linked to MM progression and poor prognosis [17] . On contrary, decreased expression levels of miR-18a was detected in bladder cancer [14, 18] . MiR-200c has not been found in MM PCs so far. However, its decreased expression levels were shown in RCC and DN [19] .
Conclusions
In conclusion, we have identified several miRNAs in urine of MM patients that were previously described to be involved in MM pathogenesis or kidney-associated diseases but are not disease-specific. Thus, we could not confirm our hypothesis that there is a set of circulating urinary miRNA that could serve as a non-invasive marker of MM.
Methods
In total, 85 urine samples were included in the study (Table 3 ). Samples were collected as 8 mL of urine stabilized by 0.149 g of EDTA. MiRNAs from 1 mL of urine were isolated using Urine MicroRNA Purification Kit (Norgen Biotek, Canada) according to manufacturer's recommendations and quantified using Nanodrop-ND1000 spectrophotometer. 40 ng of isolated miRNA was reverse transcribed by Universal cDNA Synthesis Kit (Exiqon, Denmark). Analysis of potentially biologically significant miRNAs in urine was performed using Serum/Plasma Focus PCR MicroRNA Panel (Exiqon, Denmark) determining expression levels of 179 miRNAs of 7 urine samples of newly diagnosed MM patients and 8 HD. Normalized expression data from the screening phase of the study were statistically analyzed by freeware R/Bioconductor and its additional packages. LIMMA approach was used to identify differentially expressed miRNAs with Benjamini-Hochberg adjustment of P values. To clarify similarity of samples, hierarchical clustering was applied. Individual TaqMan miRNAs assays for 8 differentially expressed miRNAs (hsa-miR-200c-3p, hsa-miR-29b-3p, hsa-miR-29c-3p, hsa-miR-22-3p, hsamiR-29a-3p, hsa-miR-25-3p, hsa-miR-106b-5p, hsa-miR18a-3p, Life Technologies, USA) were used for qPCR on 7500 Real-Time PCR System. qPCR and reverse transcription using TaqMan MicroRNA Reverse Transcription Kit (Life Technologies, USA) was performed following manufacturer's recommendations. Results were obtained by relative quantification using spike-in controls cel-miR-39 in 49 newly diagnosed MM, 20 HD and 7 patients with renal cell carcinoma (RCC) in order to distinguish miRNAs associated with MM. Analytical performance of the study was assessed by intraplate and interplate controls. Standard descriptive statistics were applied in the analysis; median supplemented by interquartile range for continuous variables. Statistical significance of differences in continuous variables among groups of patients was analyzed using nonparametric Kruskal-Wallis or Mann-Whitney U test. Statistical analysis of data from validation phase of the study was performed using IBM SPSS Statistics, v. 20. The study was approved by the Ethics committee of the University Hospital Brno. All patients were included into the study only after they signed the informed consent form.
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